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Supp. Table 1. Ct QPCR table. Table with examples of cycle differences (Ct) from QPCR measurements in Blimp1/Krox-En (Bl1/K-En) and blimp1/krox MASO (Bl1/K MASO) injected embryos compared to control MASO (SCM). Numbers are normalized to the amount of ubiquitin mRNA in each sample. Ct values correspond to the difference in number of cycles required to attain threshold in SHAM and Bl1/K-En (Davidson et al., 2002a, b) or SCM and Bl1/K MASO embryos (see materials and methods for details). The complete data set on which the EM-GRN is based on can be found at http://sugp.caltech.edu/endomes/qpcr.html (​http:​/​​/​sugp.caltech.edu​/​endomes​/​qpcr.html​). Positive values indicate an increase in transcripts by the perturbation; negative values indicate a decrease in transcripts. Note that Bl1/K-En and Bl1/K MASO have an effect of the same polarity on eve, but affect blimp1/krox expression differently. This clearly indicated that while Blimp1/Krox is a positive input into eve regulation, it negatively regulates itself. 

Supp. Fig. 1. Nucleotide alignment of cDNA and BAC sequences for blimp1/krox exon 1a, and exon 1b with part of exon 2. (A), Spblimp1/krox1a cDNA from +1 to +116, and exon 1a BAC sequences, corresponding to the previously cloned late form. This exon is spliced with exon 2, common to both isoforms described here. See sequence after bar in bottom alignment for part of exon 2 sequence. (B), Spblimp1/krox1b cDNA from +1 to +226, and exon 1b BAC sequences, corresponding to the newly cloned early form, and the first 74 nucleotides of Spblimp1/krox exon 2 from cDNA and BAC sequences. Spblimp1/krox1b was cloned from a 10h 5' race cDNA library. The cloned fragment contained sequence for exon 1b as well as part of exon 2 where the sequence for the primer utilized in the amplification was located (see Materials and methods for details).  

Supp. Fig. 2. Global alignment of orthologous sequences. This full length alignment includes S. purpuratus, L. variegatus, and A. miniata blimp1/krox sequences for both isoforms differing in their N-terminal regions (the sequence in the SET domain and zinc finger regions is identical as far as we know, and thus isoform sequences are not shown in Fig. 2). Phylogenetic tree shown in Fig. 3 is based on this alignment. The alignment was built using Clustal X and formatted using BOXSHADE (see Materials and Methods). Conserved residues are shaded with black and gray. List of species and accession numbers for sequences used are listed in the Materials and methods section of the paper.

Supp. Fig.  3. Negative control for blimp1/krox WMISH. Embryos processed through WMISH protocol using sense blimp1/krox probe. Embryos hybridized with sense probe made from the same vector as blimp1/krox probe originated but linearized 5’ of message and in vitro transcribed using the opposing promoter. No background staining was observed using sense probes (see Materials and methods for details).   

Supp. Fig. 4. Gel shifts using oligo 54.5. (left), Blimp1/Krox site 54.5 from blimp1/krox promoter used as probe and oligo 54.5 or inespecific oligos corresponding to other Blimp1/Krox sites from blimp1/krox promoter used as competitors in the presence of 22 hpf nuclear extract. (center), gel shift using oligo 54.5 as probe in the presence of nuclear extracts from different stage embryos (12, 18, 22, and 36 hpf from left to right respectively). (right), gel shift from CH Yuh using an oligo containing a Blimp1/Krox site from the otx promoter which forms a complex of similar mobility to the complexes found when using oligos containing Blimp1/Krox sites from the blimp1/krox promoter. Radioactively labeled probes and unlabeled competitors were designed based on sites present on the putative blimp1/krox or otx promoter sequences. Gel shifts were carried out as described by Yuh et al., 2004. Oligo sequences are listed below, with the putative Blimp1/Krox binding sites underlined. 
39.3_5': AAATGAGGGTATCGATTTCACTTCCTAAAACTACG
39.3_3': CATTTCGTAGTTTTAGGAAGTGAAATCGATACCCT
41.5_5': CAATTTCTATTTCTATTTCACTTAAATGTTTCT
41.5_3': AATTGAGAAACATTTAAGTGAAATAGAAATAGA
43_5': gacatattagtagatttCactTATcGGgAGAGtG
43_3': ATGTCCACTATCCCGATAAGTGAAATCTACTAAT
53.1_5': CATATCCCTCTTTTTCACTTTATTCATTG
53.1_3': ATATGCAATGAATAAAGTGAAAAAGAGGG
54_5': tcggtaaTTGTTCTGTATTTTTCACTTTCGCAGTACCGTTA
54_3': ACCGATAACGGTACTGCGAAAGTCAAAAATACAGAACAATT
54.5_5': GGATAATAAAAATATGAAAGGGAAAGCAGGAAGGTA
54.5_3': TATCCTACCTTCCTGCTTTCCCTTTCATATTTTTAT
62.7_5': CTTAAAATCATATGGTTTCACTTAAACCTATTT
62.7_3': TTAAGAAATAGGTTTAAGTGAAACCATATGATT
66_5': ATAATTATGAATGGACTAATTTCACTTTCAGTGATTTGACA
66_3': ATAATTATGAATGGACTAATTTCACTTTCAGTGATTTGACA
otx15_5': CATTAGGCCGATAGAGCTCGCTGAGAAGGGAAAAAAC
otx15_3': ATGGTTTTTTCCCTTCTCAGCGAGCTCTATCGGCCTA
 
Supp. Fig. 5. Gel shift using oligo 43. Blimp1/Krox site from blimp1/krox promoter used as probe and specific and inespecific oligos used as competitors in the presence of nuclear extract (ne) from different stages (lanes 15-16 = 7 h ne; lanes 2-6 = 12 h ne; lanes 17-18 = 18 h ne, lanes 8-12 = 22 h ne; and lanes 19-20 = 36 h ne). One of the Blimp1/Krox site from the otx promoter (otx5) effectively competes with one of the Blimp1/Krox sites from the blimp1/krox promoter (43). Radioactively labeled probes and unlabeled competitors were designed based on sites present on the putative blimp1/krox or otx promoter sequences. Gel shifts were carried out as described by Yuh et al., 2004. Oligo sequences are listed below, with the putative Blimp1/Krox binding sites underlined. 
43_5': gacatattagtagatttCactTATcGGgAGAGtG
43_3': ATGTCCACTATCCCGATAAGTGAAATCTACTAAT
54_5': tcggtaaTTGTTCTGTATTTTTCACTTTCGCAGTACCGTTA
54_3': ACCGATAACGGTACTGCGAAAGTCAAAAATACAGAACAATT
66_5': ATAATTATGAATGGACTAATTTCACTTTCAGTGATTTGACA
66_3': ATTATTGTCAAATCACTGAAAGTGAAATTAGTCCATTCATA
otx5_5': TCTTATCCTATCTTTCAGTTCGTGAGGCGG
otx5_3': GAACCGCCTCACGAACTGAAAGATAGGATA
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